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. These results indicate that HIP14 is involved in the palmitoylation of a specific subset of neuronal proteins.
The association of N-terminal sequences of htt (amino acids 1-548) with HIP14 suggested that htt was also a substrate for HIP14. Metabolic labeling analysis showed that the N-terminal region of htt was subject to palmitoylation ( Figure 2C ). Using a similar in vitro assay to the one described for SNAP-25, we also found that extracts of COS cells expressing HIP14 induced the palmitoylation of purified His-tagged htt ( Figure 2D ). These results demonstrate that htt is another substrate subject to palmitoylation by HIP14.
In addition to modifying several substrates with palmitate, metabolic labeling studies show that HIP14 itself is palmitoylated and that this process relies on the presence of its DHHC domain (Supplemental Figure S2A transfected and images were collected 10 hr posttransfection using a 63ϫ oil objective affixed to a Zeiss inverted light microscope and Experimental Procedures Axiovision software. While images were acquired, cells were kept in a 37ЊC chamber, supplemented with 5% carbon dioxide. Images Constructs, cDNA Cloning, and Mutagenesis were collected every 3 s for a total time of 3 min. Full-length HIP14 was subcloned into pCI-neo as described earlier (Singaraja et al., 2002) . HIP14 GFP was generated by inserting EGFP (Clontech, CA) at the C terminus, and HIP14-Flag was generated by Immunofluorescence Cells were washed in phosphate-buffered saline (PBS) (20 mM PCR using a reverse primer containing FLAG sequence. HIP14⌬DHHC was generated by deletion of nucleotides encoding NaH 2 PO 4 , 0.9% NaCl, pH 7.4), fixed in 4% paraformaldehyde in PBS, and permeabilized in 0.3% Triton X-100, 1% paraformaldehyde. X-100, boiled in SDS-PAGE sample buffer with 1 mM DTT for 2 min, and separated by SDS-PAGE and dried under vacuum. Gels were Electron Microscopy exposed to Hyper Film (Amersham) with intensifying screens Electron microscopy on HIP14 in the brain was performed as preat Ϫ80ЊC for 3-20 days. viously described (Singaraja et al., 2002) . Ultrasmall colloidal gold conjugated secondary antibody (Aurion, Wageningen, The Netherlands) was used. Following a postfixation with 2.5% glutaraldehyde, Expression and Purification of Fusion Proteins GST fusion proteins were produced in E. coli using the pGEX 6p3 gold particles were intensified using the R-gent SE-EM silver enhancement kit (Aurion). Sections were further fixed with 0.5% OsO 4 expression system (Amersham) and isolated using Glutathione Sepharose 4B (Amersham) from clarified cell lysates. The substrates in 0.1 M PB, dehydrated in ethanol and propylene oxide (1:1), and flat-embedded in Eponate 12 (Ted Pella, Redding, CA). Ultrathin were dialyzed and then eluted with 20 mM Glutathione. GST-HIP14 was purified in the presence of bovine liver lipids with no detergent sections (90 nm) were cut using a Leica Ultracut S ultramicrotome and were counterstained with 5% aqueous uranyl acetate for 5 min to maintain proper protein folding. To generate a free N terminus of PSD-95, GST-PSD-95 protein was cleaved using thrombin (50 mM followed by lead citrate for 5 min. Thin sections were examined using a HITACHI H-7500 electron microscope. 
